The in vitro cytotoxicity assay was performed using murine macrophage J-774A.1 cell line.
In vitro antileishmanial assay: Leishmania donovani promastigotes (WHO designation
MHOM/IN/80/Dd8), originally obtained as a gift from (late) Prof. P. C. C. Garnham and routinely maintained at the institute in golden hamsters, were used in the present study.
Promastigotes were grown in medium 199 medium (Sigma) supplemented with 10 % heatinactivated fetal calf serum (GBL) and 1% penicillin (50 U/ml) and streptomycin (50 mg/ml) solution (Sigma) at 24 °C. 1 Luciferase tagged with promastigotes maintained at 25 ± 1 0 C in medium 199 (Sigma Chemical) supplemented with 10 % Fetal Calf Serum (Gibco, Gaithersburg, MD, USA) and G418 (20 g ⁄ ml) were used for in vitro evaluation of antileishmanial activity. 2 Antipromastigote activity: The in vitro effect of test compounds on the growth of promastigotes was assessed by monitoring the luciferase activity of viable cells after treatment. 3 The transgenic promastigotes of late log phase were seeded at 5 X10 5 cells ⁄ well in 96-well flatbottomed microtitre (MT) plates (CELLSTAR Greiner Bio-one Gmbh, Monroe, NC, USA) and incubated for 72 h in medium, in absence (control) or the presence of test compounds (stock prepared in 100 % DMSO, initial concentration, followed by serial dilution in media). The test compounds were added at 2-fold dilutions in up to 7 points in fresh complete medium starting from a 100 uM concentration. After incubation, an aliquot (50 L) of promastigote suspension was aspirated from each well of a 96-well plate and mixed with an equal volume of Steady Glo (R) reagent (Promega, Madison, WI, USA) and luminescence was measured in luminometer. The IC 50 value of each compound was calculated by non-linear regression analysis of the concentration-response curve using the four-parameter Hill equations.
Cytotoxicity assay: The macrophage cell viability was determined using the MTT assay. 4 Exponentially growing cells (J774) (1-2×105 cells/100 µl/well) were incubated with test compounds. The test compounds are added at three fold dilutions up to 7 points in complete medium starting from 500 µM concentrations, and were incubated at 37 °C in a humidified mixture of CO 2 and 95 % air in an incubator. Control wells containing dimethyl sulfoxide (DMSO) without compounds were also included in the experiment. After incubation, 25 µL of MTT reagent (5 mg/mL) in PBS medium and incubated at 37 °C for 2 h. At the end of the incubation period, the supernatant were removed by inverting the plate completely without S4 disturbing cell layer and 150 µL of pure DMSO was added to each well. After 15 min. of shaking the readings were recorded as absorbance at 544 nm on a micro plate reader. The cytotoxic effect were expressed as 50 % lethal dose (i.e., as the concentration of a compound which provoked a 50 % reduction in cell viability compared to cell in culture medium alone).
CC 50 values were estimated as described by Huber et al. 5 The selectivity index (SI) for each compound was calculated as the ratio between, cytotoxicity (CC 50 ) and activity (IC 50 ) against 
